Cloning of IGFBP-2 249-289 [Cys 281 ] as a GST-fusion construct has been described earlier. with an intervening period of 2.5 min. Insoluble materials were removed by centrifugation (twice) at 9000 rpm for 45 min at 4 0 C and the supernatant was taken for further processing.
1
Plasmid DNA containing the clone was transformed into BL21 (DE3) strain of E. coli and incubated at 37 0 C in 10ml of Luria-Bertani (LB) medium containing 100 µg/ml of ampicillin. The cells were grown till the optical density (O.D) reached 0.8 (i.e., O. D 600 nm ~0.8). After a 100-fold dilution into fresh LB medium containing 100 µg/ml of ampicillin, cells were re-grown at 37 0 C to mid-log phase (O.D 600 nm ~0.6) at which point the expression of the protein was induced by addition of 0.5mM isopropyl β-D-thiogalactoside at 30 0 C for 4 hours. Cells were then harvested by centrifugation at 4000 rpm for 30 min followed by re-suspension in a lysis buffer consisting of phosphate buffered saline (PBS), pH 7.5. Cell lysis was carried out on ice by sonication in four steps of 30-s cycles each with an intervening period of 2.5 min. Insoluble materials were removed by centrifugation (twice) at 9000 rpm for 45 min at 4 0 C and the supernatant was taken for further processing.
Purification of IGFBP-2 249-289 :
Supernatant obtained after centrifugation of cell lysate was pre-equilibrated at 4 0 C for 2 hrs with PBS buffer containing 50% slurry of Glutathione-Sepharose beads (Merck Bioscience). The fusion protein-bound to the matrix to the matrix was collected by S1 centrifugation at 4000 rpm for 5 min and washed three times with 10 bed volumes of phosphate-buffered saline. It was further washed three times with 10 bed volumes of high (25 mMHEPES, 0.05% NaN 3 , 0.5 M NaCl, and 0.1% Triton X-100, pH 7.5) and low (25 mM HEPES, 0.05% NaN 3 , 0.1 M NaCl, and 0.1% TritonX-100, pH 7.5) salt. Elution of the protein bound to the beads was carried out at 4 0 C in 4 rounds with an intervening incubation period of 2 hrs, using for each round 2 ml of 25mM glutathione solution (pH quality of the sample, which gave a single peak under reducing conditions at the expected molecular weight of ~5.6 kDa for the unlabeled sample and ~6.0 kDa for uniform 13 C/ 15 N isotope labeled sample prepared for NMR studies (see below). As part of the cloning strategy, a linker containing the amino acids GPLGS was added to the expressed protein. 1 In addition, extra amino acids, PGIRGS were added at the N terminus during the cloning process.
Preparation of IGFBP-2 249-289 nanotubes:
The IGFBP-2 249-289 nanotube was prepared at room temperature (25 0 C) by slow removal of β-mercaptoethanol (added during purification) using an ultra-filtration cell (stirred cell purged continuously with pure N 2 gas) containing a membrane with cut-off of 1 kDa.
Transmission Electron Microscopy:
All samples were made in 10mM Tris-buffer (pH 7.0). Droplets containing samples were CD experiments were carried out at 25 0 C with a sample concentration of ~200 μM on a JASCO Spectropolarimeter J-810 in a 1 cm cell. Spectra were obtained from 190-250 nm and all spectra were solvent subtracted.
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Supplementary induction and purification was carried out as described above. In the final step, the sample was exchanged with Phosphate buffer (pH 6.0) for NMR studies.
NMR Sample Preparation

NMR Spectroscopy
All NMR experiments were performed at 25 0 C with samples containing 90% H 2 O/10% 2 H 2 O. NMR data for the monomer (~1 mM concentration) were acquired on a Bruker
Avance 500 MHz NMR spectrometer, whereas data for the sample containing the nanotube were acquired on a Bruker Avance 700 MHz NMR spectrometer equipped with a cryoprobe. The acquisition parameters of the various NMR experiments are shown in Table S1 . The spectra were processed using the software NMR-PIPE 3 and analyzed using XEASY. 4 Sequence specific backbone resonance assignments was carried out using 3D
HNCACB and 3D CBCA(CO)NH spectra in concert 5 and using the methodology of 5'-G CAG CAG GAG GCT CGC GGT GTG CAC AC-3' (coding)
3'-C GTC GTC CTC CGA GCG CCA CAC GTG TG-5' (non-coding)
The highlighted nucleotides represent the sequence that was mutated to encode arginine.
Following PCR, the reaction was digested with Dpn1(NEB) enzyme and transformed into DH5α E. coli The resulting colonies carrying the mutant plasmid were screened by DNA sequencing. 
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